0.001-0.54 mg/mL (Fig. S1 ). In those experiments in which the thermolysin and thioredoxin concentrations were comparable, two transitions were observed in the corresponding thermograms. The high temperature peak was assigned to thermolysin denaturation based on published results (10). Furthermore, identification of thioredoxin and thermolysin peaks was confirmed by following thioredoxin proteolysis as a function of temperature by SDS-PAGE gels (results not shown). In the presence of the proteolytic enzyme, DSC transitions were found to be irreversible in a second heating run. Additionally, as is evident in Fig. S2 the thioredoxin T m in the presence of thermolysin is highly dependent on the scan rate, which indicates that the denaturation process is kinetically determined. Thioredoxin excess heat capacity (that is, the thioredoxin apparent heat capacity corrected for the chemical baseline) versus temperature profiles were calculated for different thermolysin concentrations. In some cases, the high-temperature tail of thioredoxin transition was found to overlap with the low-temperature tail of thermolysin transition. We then proceeded to reconstruct the high-temperature tail of thioredoxin from the fitting of Eq. A2.21 in (15) to the experimental data.
By using Eq. 4, rate constants k for a two-state irreversible denaturation were calculated at different temperatures and thermolysin concentrations from the corresponding DSC thermograms (Fig. 1B) .
Thioredoxin unfolding kinetics followed by fluorescence measurements. Guanidineinduced unfolding kinetics at 20, 25, 35 and 38 ºC in 10 mM Hepes, 10 mM CaCl 2 , 100 mM NaCl, pH 7.5 were monitored by following the time dependence of the fluorescence emission at 335 nm (excitation at 278 nm) after suitable guanidine concentration jumps (Fig. S2A) . Apparent unfolding rate constants were calculated from the fittings of a first-order rate equation to the experimental fluorescence intensity versus time data. 
